Introduction
The immunoglobulin-enzyme bridge technique (Avrameas, 1969; Mason et al., 1969a,b; Sternberger and Cuculis, 1969) was the first immunocytochemical (ICC) method that allowed the use of unlabeled antibodies. This represented a major advance in ICC methodology, since the labeling procedures of the earlier techniques usually resulted in a low yield of high avidity antibodies (Sternberger, 1979 
Materials and Methods

Preparation of Tissues
Immunoperoxidase Staining
Light microscopy Single bridge.
The procedure used has been described in detail previously (Petrusz et al., 1975) .
In short, the following incubations were required: The PAP preparations for both light and electron microscopy were used at dilutions of 1:50 to 1:100. These steps were followed by immersion in the substrate solution and counterstaining as described above.
Double bridge
( Figure  1 ). This procedure has been described in detail earlier (Ordronneau and Petrusz, i980) . The steps require incubation as summarized below:
1. The primary antiserum for 46-50 hr at 4#{176}C,
sA-RGG
for 10 mm at RT,
A-HP
for 10 mm at RT, 4. sA-RGG for 10 mm at RT, 5. A-HP for 10 mm at RT, 6. HP for 10 mm at RT.
The tissues were incubated in the substrate and counterstained as described above. for 10 mm followed by dip rinsing in PBS.
3. The third component, PAP, was used at dilutions of 1:50-i: iOO for 2-3 mm followed by dip rinsing in PBS.
The grids were then placed in the substrate solution as described above. 
I-
sA-RGG diluted 1:100. The grids were incubated for 10 mm followed by the PBS rinses and a 5 mm incubation in 2 / NSS.
The
A-HP was again used at a dilution of 1: 100 for 10 mm, followed by three rinses in PBS.
6. The HP was used as described above (Light microscopy, single bridge).
The grids were then incubated in the substrate solution and processed as described above. 
Double
Results
Light Microscopy
Comparison of the four techniques at a constant dilution of the primary antiserum revealed that the intensity of staining was greater with the double than with the single procedures ( Figure  4 ). This intensification was achieved with no increase in the background staining. Thus, there was a substantial increase in the signal to noise ratio ( Figure  5 ). Figure  6 ) and after the second PAP in a double staining.
Comparison
Electron Microscopy
As was noted previously (Ordronneau et al., 1975) The antiserum was A-bGH#20 (1:10,000).
Bars represent 20 tm oflower amounts ofantigens (Vacca et al., 1980; Finley et al., 1981; unpublished observations The primary antiserum was A-bGH#20
(1:10,000 
